ZnO-NPs coated cotton or starched cotton fibers were successfully prepared via ultrasound irradiation. Different concentrations of soluble corn starch (1-3 starch wt.%) were used to stabilize ZnO-NPs onto the surface of cotton fabrics as entrapped species. the use of none-toxic biocompatible starch has improved the adhesion properties of the cotton fibers towards ZnO-NPs. This also enhanced the durability of Zno-nps onto the cotton fabrics and decreased their leaching from the surface of cotton fabrics. When 3 starch wt.% solution was used, deposition of ZnO-NP increased by 53% after 10 washing cycles. the antibacterial activity against Staphylococcus aureus and escherichia coli increased by 50 and 21.5%, respectively. Functionalization of ZnO coated cotton with silver nanoparticles (Agnps) and curcumin results in formation of Zno-Ag/cotton and Zn(ii) curcumin/cotton composites. the functionalized nanocomposites Zno-Ag coated cotton material showed a synergistic antimicrobial behavior than that of individual Zno/cotton material. the Zn(ii) curcumin complex coated cotton showed higher antibacterial activities against both Staphylococcus aureus (Gram-positive) and escherichia coli (Gram-negative) bacteria than that of the Zno/cotton material.
In this present research, corn starch (1-3 starch wt.%) as none toxic material was used to enhance adhesion properties of the cotton fiber surface 30 , for loading zinc oxide nanoparticles. The formation of ZnO-NPs coated cotton and starched cotton fibers and its functionality materials, ZnO-Ag and Zn(II) curcumin are described in Fig. 1 . The durability results showed that starched cotton samples exhibit higher deposition of zinc oxide nanoparticles and higher antimicrobial activity than the corresponding samples prepared without using starch. Minimum leaching of zinc oxide from the fabrics was observed even after 10 washings cycles. In the second part of the experimental, the ZnO/cotton (natural cotton) was functionalized with Ag-NPs or curcumin [31] [32] [33] , where two new stable composites (ZnO-Ag/cotton and Zn(II) curcumin/cotton) were prepared (scheme 1) and their antimicrobial activity were examined. We have noted that none of Zn or Ag are leaked out from ZnO-Ag/cotton or Zn(II) curcumin coated cotton.
The morphology of the cotton coated materials and their chemical structure have been analyzed by SEM, TEM and XRD. Although common antimicrobials agents e.g. penicillin and tetracycline have been well known as antimicrobials, bacteria have now become resistant to most antimicrobial agents and hence the main future research in antimicrobial therapy is to develop novel materials which may work as effective antimicrobials. In this context, ZnO-coated cotton has been synthesized and further functionalized with silver nanoparticles and curcumin. The antimicrobial activity for the modified materials (ZnO-Ag and Zn(II) curcumin) was enhanced as compared with the parent ZnO/cotton. This is probably that ZnO-Ag illustrated synergistic behavior and enhanced antimicrobial activity for both gram-positive and gram-negative. experimental and Methodology chemicals and reagents. Zinc acetate di-hydrated (Zn(CH 3 COO) 2 .2H 2 O) and sodium hydroxide (NaOH) were purchased from HiMedia, India. Starch (from corn) was purchased from Merck. A Turkish cotton (100% cotton) was purchased from local market and pretreated before used. Dehydrated nutrient agar powder, nutrient broth powder, Sabouraud Dextrose Agar (SDA), Di-Chloran Rose Bengal Chloramphenicol (DRBC) agar and Potato Dextrose Agar (PDA), were purchased from (HiMedia, India) and used to prepare culture media.
Analytical methods. Chemical analysis of the ZnO-NPs coated cotton and ZnO-NPs coated starched cotton and their functionalized materials (ZnO-Ag and Zn(II) curcumin complex) coated cotton were investigated using various techniques: scanning electron microscopy (SEM) using Carl Zeiss AG -EVO ® 60), transmission electron microscope (TEM) JEM2010 (JEOL), X-ray diffraction (XRD) using EQuniox 3000, INEL, France and Ultraviolet-Visible (UV/VIS) Spectrophotometer using SHIMADZU-1601 model UV/VIS. coating process. Preparation of starched cotton fibers. Cotton fibers were firstly purified by washing with 1% solution of sodium dodecyl sulfate (SDS) at 50 °C for 1 hr. The cotton fibers were then rinsed with distilled water several times, the fibers were dried under vacuum (0.1 torr) at 80 °C for 24 hrs. The dried cotton fibers were starched using three different concentrations (1-3 starch wt.%) by treating cotton fibers (1.0 g) with 20 mL of different concentrations (1-3 starch wt.%) of corn starch at 70 °C for 5 hrs. The starched cotton fibers were dried under vacuum (0.1torr) at 80 °C for 24 hrs.
Coated ZnO-NPs/cotton and ZnO-NPs/starched cotton materials. The ZnO-NPs coated cotton and ZnO-NPs coated starched cotton materials were prepared using previously described method 3,9,10 by treating 0.50 g of cotton or starched cotton with zinc(II) acetate (0.05 mol) and NaOH (0.10 mol) in 30 mL deionized water 3,9,10 . The www.nature.com/scientificreports www.nature.com/scientificreports/ mixture was irradiated using Ultrasonicator (Model US-150 Ti-horn, 20 kHz, output 10 Turning 7) for 60 minutes with stirring from time to time to ensure that all cotton or starched cotton fabrics were homogeneously coated with ZnO-NPs. During sonication, flask was placed into a cooling bath keeping a constant temperature between (35-40 °C) . ZnO-NPs coated cotton and ZnO-NPs coated starched cotton materials were then washed thoroughly several times with distilled water and dried at 80 °C overnight. These coated materials are labeled hereafter as ZnO/cotton and ZnO/starched cotton (1-3 starch wt.%).
Functionalized cotton and ZnO/cotton with curcumin. 200 mg of ZnO/cotton (10 washing cycles sample) was treated 10 ml of ethanol solution of curcumin (2.71*10 −3 M). A yellow curcumin/cotton and orange zinc(II) curcumin complex coated cotton were formed (Fig. 2 ). The curcumin coated cotton and Zn(II) curcumin complex coated cotton were washed with three successive portions of 20 ml ethanol to remove free curcumin, then dried at 70 °C under vacuum (0.1torr) for 24 hrs.
Preparation of ZnO-Ag nanocomposite coated cotton. ZnO-Ag nanocomposite coated cotton was prepared by treatment of 200 mg of ZnO-coated cotton (10 washing cycles) with 10 ml of Ag-NPs sol (yellow color) 31, 32 . The mixture was irradiated using an Ultrasonicator for about 15 minutes to ensure coating with Ag-NPs (Fig. 3) . The ZnO-Ag nanocomposite coated cotton material was washed with two successive portions of 20 ml distilled water to remove the unreacted Ag-NPs and dried at 70 °C under vacuum (0.1torr) for 24 hrs. www.nature.com/scientificreports www.nature.com/scientificreports/ Wash durability tests. Wash durability tests for ZnO/cotton and ZnO/starched cotton at three different starch concentration (1-3 starch wt%) were carried out using distilled water at ambient temperature (22 °C) ( Fig. 4 ). The (w/w) % of ZnO-NPs before and after 5 & 10 washing cycles was determined using the kit method in a triplicate.
Antimicrobial activity tests. Zinc coated cotton fabrics were subjected to the assessment of their antibacterial activity before and after two washing cycles processes using similar methods previously described 3, 29 . The antimicrobial activity of ZnO/cotton and ZnO/starched cotton was tested against the Gram-negative Escherichia coli and the Gram-positive Staphylococcus aureus. The clinical isolates were kindly provided by the Microbiology laboratory of Al-Shifa' Hospital. The antimicrobial activity was tested according to the standard quantitative test (AATCC 100, 2004) with some modifications. A piece of the coated cotton was tested against a known concentration of bacterial suspension and the reduction in the viable cells was calculated. A dry piece of coated or uncoated cotton material (100 mg) was used for the antimicrobial test. The pieces were sterilized by autoclaving and by UV-sterilization before testing the antimicrobial activity. The cotton materials "Test and Control "were soaked in sterile normal saline and incubated for a standard time without shaking. A preliminary antibacterial test was carried out for ZnO/starched cotton of different concentrations of starch (1-3 starch wt.%), where the cotton materials were washed with water very well and then allowed to dryness.
Two cotton pieces "Test and Control "were inoculated with 500 µL of the bacterial suspension and then each piece was inserted in a vial containing 20 ml of sterile physiologic saline solution (NaCl 0.9%). The vials were tightly closed and allowed to vigorous shaking for about 1 min. and then incubated at 37 °C for 24 hr. After incubation, 1000 µL of each sample was taken and serially diluted with (0.9%) NaCl solution and 100 µL of each dilution was transferred onto nutrient agar plates. The plates were allowed to grow overnight at 37 °C and the viable bacteria were counted.
Results and Discussion
Preparation of starched cotton fabrics (1-3 starch wt.%). The interfacial adhesion 30 requires the use of coupling agents between phases to avoid the poor adhesion between cotton fibers and metal oxides nanoparticles, this work is proposed to prepare starched fibers 30 . The starched cotton materials were prepared by treatment of pristine cotton with corn starch at three different concentrations (1-3 starch wt.%) at 70 °C for 5 hours, vacuum filtered and dried to obtain gelatinized starched cotton fibers.
Preparation of ZnO-NPs coated cotton fibers. ZnO-NPs coated cotton fibers or ZnO-NPs coated
starched cotton fibers were obtained by deposition of ZnO-NPs onto cotton or starched cotton fibers using the ultrasound irradiation method of the zinc oxide according to the reaction illustrated in Scheme 1 3, 10, 29 . In presence of NaOH as basic media, the cellulose (Cell-OH) is changed into cellulosate anion (Cell-O − ), which became very active creating more sites to be attached with the zinc ions. The presence of basic media also promotes the formation of ZnO-NPs from the decomposition of Zn(OH) 2 by means of ultrasonication. This is probably involved: formation of Zn(OH) 2 , which is absorbed onto the surface of cotton or starched cotton, transformation of Zn(OH) 2 to ZnO-NPs by means of irradiation energy and removal the excess of reactants by washing with distilled water (DW). The role of starch is to stabilize the ZnO-NPs by controlling their size and shape.
Wash durability tests. Wash durability tests were examined for the content ZnO-NPs coated cotton fabrics
and compared with the corresponding ZnO-coated starched cotton (1-3 starch wt.%). The results showed that the content of coated ZnO-NPs have significantly increased from 18.3% to 35% when cotton-starched was used ( Fig. 4 ). There is a remarkable reduction of leaching ZnO-NPs nanoparticles to 5% when starched cotton was used in comparison with 56.8% in absence of starch. Of three different wt. starch percentages (1,2,3 starch wt.%), starch of 3 wt.% showed the most minimizing leaching of ZnO-NPs. cotton, ZnO-Ag/cotton and ZnO/starched cotton (3% wt. starch) is examined by SEM and is presented in Fig. 5  (images a-d) 3 . The SEM image for the blank cotton fiber (Fig. 5, image a) shows grooves and fibrils on the surface of the fiber. SEM image of ZnO/cotton (Fig. 5, image b) shows that ZnO-NPs were agglomerated and fully covered all cotton surface fibers with nano shells of ZnO with no defined boundaries appeared onto the fiber surface. The agglomerates of ZnO-nanoparticles were dense and compact; some ZnO-NPs appears as sea stars. In the case of SEM image of ZnO-Ag/cotton (Fig. 5, image c) , the ZnO-Ag nanocomposite appears as dense smaller flakes of well adhered to the cotton fiber. Some particles are seen as flakes of different sizes or interconnected nano-sheets, others were seen as nano-flowers (Fig. 5 , image c). SEM image of ZnO/cotton-starch ( Fig. 5, image d) , the surface of the fabric was covered with interconnected ZnO-NPs, some are seen as nano flowers (Fig. 5, image d ).
X-Ray Diffraction (XRD). The XRD patterns for ZnO/cotton and ZnO/starched cotton and ZnO-Ag/cotton are presented in Fig. 6 . The diffraction pattern of ZnO-NPs was well indexed to the hexagonal ZnO wurtzite structure 3, 9, 26 In the case of ZnO-Ag composite there was no growth along 002 plane, this probably due to the interaction with Ag-NPs along the 002 plane. The main three peaks at 2θ = 31.5, 35 and 37 can be indexed to the lattice planes at 100, 002 and 101. These values were closely similar to the previously reported values 3 . The diffraction peaks at diffraction angle below 30 are characteristic with cellulosic cotton material 3 . Diffraction peaks due to the presence of impurities were not observed in the XRD patterns, confirming a high purity of the synthesized composites. The mean crystallite particle size of the ZnO (11.5 nm) in the ZnO-Ag/cotton calculated by Scherrer's equation is smaller than the sized of ZnO in ZnO/cotton or ZnO/starched cotton (16.2 nm). This is probably due to interaction with silver nanoparticles, which may reduce the size of ZnO particles. This is was also evident from TEM analysis. In Fig. 6 the reverse is present: the intensity of XRD peaks for ZnO/starch-cotton is much higher than that of ZnO/cotton. The reason for this change is that higher content of ZnO particles were loaded onto the starched cotton than un-starched cotton (see Fig. 4 ).
TEM analysis. TEM image of the Ag-NPs sol (Fig. 7a ) reveals that there were some agglomerations of Ag-NPs result of formation of large sphere or rod like particles in the range 20-50 nm, similar results are also recently reported. TEM analysis of ZnO-Ag nanocomposite coated cotton is displyed in Fig. 7b . The TEM-image showed that the ZnO-Ag (black color) have smaller particle size of 10-30 nm than that of Ag-NPs.
Antimicrobial tests. The antibacterial activity of the ZnO/cotton and ZnO/cotton-starch were applied according to the 3,28,34 standard method AATCC 100. The reduction percentage (%) was determined by the following formula R = 100(B − A)/B, where R = reduction percentage (%), A = the number of microbial cells recovered from the inoculated coated cotton material incubated 24 hrs contact period, B = the number of microbial cells recovered www.nature.com/scientificreports www.nature.com/scientificreports/ from the inoculated uncoated cotton material immediately after inoculation (at "0" contact time). The results were compared with that of the control samples and with that of the uncoated fabrics sample. The antimicrobial activity against E. coli and S. aureus for ZnO-NPs coated cotton and coated starched cotton are given in Figs. 8  and 9 . The antimicrobial results of the ZnO-NPs coated starched cotton have better antimicrobial activity against E. coli and S. aureus than the corresponding ZnO-NPs coated cotton with no starch. The reason for this behavior is that more content of ZnO-NPs is loaded onto the cotton fabric in presence of starch, the antimicrobial activity increases with increasing the starch percentage (%). The antimicrobial results shown the highest bacterial reduction where found when used 3% starch after washed 5 cycles and 10 cycles by compared to 2% or 1% starch against two types of bacteria.
The antimicrobial activities of ZnO-NPs coated cotton or coated starched cotton against E. coli and S. aureus after 10 cycles test in "antibacterial activity test" were compared with some previous studies ( Table 1 ). The data support the excellent activity of using starched cotton as stabilizing for ZnO. www.nature.com/scientificreports www.nature.com/scientificreports/ The antibacterial activity of the ZnO/cotton and Zn(II) curcumin/cotton for E. coli and S. aureus are given in Fig. 10 . The Zn(II) curcumin complex showed significant higher reduction of 100% for both E. coli and S. aureus when compared with that of the ZnO/cotton (Fig. 10) . The reason for this behavior is that Zn(II) curcumin complex showed a better antimicrobial better than that of ZnO-NPs or free cucumin 33 .
The antimicrobial activity for ZnO-Ag/cotton for E. coli and S. aureus is higher than that of ZnO/cotton (Fig. 11) . The ZnO-Ag nanocomposite showed highest reduction of both E. coli and S. aureus than that of ZnO-NPs. This is probably that the synergistic antibacterial activity of ZnO-Ag nanohybrid material on Gram-positive and Gram-negative bacteria is found to be more effective, compared to the individual component ZnO or Ag) 35, 36 . This is was evident from Fig. 11 . This can be explained that ZnO-Ag has smaller size than ZnO-NPs, so it shows more effective reduction for both types of bacteria (TEM). ZnO/cotton-enzyme 98 30 ref. 28 ZnO/cotton-enzyme 50 1.0 ref. 28   Table 1 . Reduction of antimicrobial activity of ZnO-NPs coated cotton or coated starched cotton against E. coli and S. aureus after 10 cycles. 
